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DETD . . . can be utilized to 

create expression plasmids for a ras gene include, but are not limited 
to, pCI, pSI, pSport (Promega) , pBK-CMV, pBK-RSV (Stratagene) , 
pEUK-CI (Clonetech) , pCMV-LIC (Pharmingen) and 
pcDNAl.l/Amp (Invitrogen) . 

13 

Cell-basedin vitro ras prenylation assay 

The cell lines used in this assay consist of either Rati or 
NIH3T3 cells transformed by either viral H-ras; an N-ras 
chimeric gene 

in which the C-terminal hypervariable region of v-H-ras was substituted 
with the corresponding region from the N-ras gene; or ras-CVLL 
(SEQ.ID.NO.: 1), a viral-H-ras mutant in which the C-terminal 
exon 

encodes leucine instead of serine, making the encoded protein a 
substrate 

for geranylgeranylation by GGPTase I.. . . ml methionine-f ree DMEM 
supple- 
mented with 10% regular DMEM, 2% fetal bovine serum, 400 
gCi [35S] methionine (1000 Ci/mmol) and test compound(s). Cells 
treated with lovastatin, a compound that blocks Ras processing 
in 

- 150 - 

cells by inhibiting the rate-limiting step in the isoprenoid 

biosynthetic 

pathway (Hancock, J.F. . 

L25 ANSWER 5 OF 8 PCTFULL COPYRIGHT 2003 Univentio 

DETD Table; 8 

Gene Oncogene/Virus 

m-Actin H-ras 

Adeno 

v-K-ras 

SV40 

ElA 

myosin Heavy Chain ElA 

Myosin Light Chain v-K-ras 

a-Tropomyosin v-K-ras 

v-H-ras 

V-mos 

v-f ms 

v-f es 

v-src 

SV4 0 

RSV 
MyoDl H-ras 
Myogenin TGFB 
V-fos 

Collagen V-mos 
alDha2 (I) v-frc 
v-ras 
H-2K EIA 

(class IMHC) Adeno 
Neu ElA 

Phosphoenol pyruvate ElA 

carboxykinase 

Polyoma EiA 



Examples of reporter units having regulatory regions that 
are activated. 

2) Various temperature sensitive oncogenic proteins and 
viruses have been reported: SV40 T antigen (67); v-abl (68); 
p53 (69) & Ki-MSV (70) . The establishment of tumors using 
these oncogene forms. . . be effective in reversing the transformed 
phenotype 

produced by these oncogenes as well as some human colon 
tumors (77, 78r 75) , Similarly, Lovastatin which interferes 
with the posttranslational modification of the Ras precursor 
protein inhibits ras activation in mammalian cells (80) . 
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TI Antiviral activity of lovastatin against respiratory 
syncytial virus in vivo and in vitro. 

AB Respiratory syncytial virus (RSV) 

is an important human pathogen that can cause severe and life -threatening 

respiratory infections in infants and immunocompromised adults. We have 

recently shown that the RSV F glycoprotein, which mediates 

viral fusion, binds to RhoA. One of the steps in RhoA activation 

involves isoprenylation at the carboxy terminus of the protein. 

allows RhoA to be attached to phosphatidyl serine on the inner leaflet of 

the plasma membrane. Treatment of mice with lovastatin, a drug 

that inhibits prenylation pathways in the cell by directly inhibiting 

hydroxymethylglutaryl coenzyme A reductase, diminishes RSV but 

not vaccinia virus replication when administered up to 24 h 

after RSV infection and decreases virus -induced weight 

loss and illness in mice. The inhibition of replication is not likely due 
to the inhibition of cholesterol biosynthesis, since gemfibrozil, another 
cholesterol-lowering agent, did not affect virus replication and 
serum cholesterol levels were not significantly lowered by 
lovastatin within the time frame of the experiment. 
Lovastatin also reduces cell-to-cell fusion in cell culture and 
eliminates RSV replication in HEp-2 cells. These data indicate 
that lovastatin, more specific isoprenylation inhibitors, or 
other pharmacological approaches for preventing RhoA membrane 
localization 

should be considered for evaluation as a preventive antiviral therapy for 
selected groups of patients at high risk for severe RSV disease, 
such as the institutionalized elderly and bone marrow or lung transplant 
recipients . 
IT Major Concepts 

Infection; Pharmacology 
IT Diseases 

respiratory syncytial virus infection: viral 
disease 

IT Chemicals & Biochemicals 

F glycoprotein; RhoA; cholesterol; lovastatin: HMG CoA reductase 

inhibitor - drug, antiviral - drug 
IT Alternate Indexing 

Respiratory Syncytial Virus Infections (MeSH) 

ORGN . 

Muridae : Rodentia, Mammalia, Vertebrata, Chordata, Animalia; 
Paramyxoviridae : Animal Viruses, Viruses, Microorganisms 
ORGN Organism Name 

HEp-2 cell line (Hominidae) ; mouse (Muridae) ; respiratory 



syncytial virus (Paramyxoviridae) : pathogen 
ORGN Organism Superterms 

Animal Viruses; Animals; Chordates; Humans; Mammals; Microorgani 
Nonhuman Mammals; Nonhuman Vertebrates; Primates; Rodents; 
Vertebrates; . 
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cholesterol synthesis, provide another way to 

modify cellular cholesterol levels. Upon treatment, with compounds such 
as compactin or 

simvastatin, cells will become cholesterol depleted and the 
production of the active forms 

of ADD-l/SREBP-1 will increase (Sakai et al . , Cell 85:1037-1046. 
Therefore, the expression of 

PPARy protein was evaluated in Hep G2 cells before and after treatment 
with the potent 

HMG-CoA reductase inhibitor, simvastatin. Treatment of the 
cells with simvastatin (5 x 

1 0' M) during 6 hours resulted in a robust and fast induction of PPARy 
protein levels (4- 
fold) , which. 

Candidate PPARy Modulators 

The following molecules and their derivatives and hornologs are 
candidate PPAR7 
modulators : 

(1) HMG-CoReductase inhibitors, including, but not limited to, 
sinivastatin, 

atorvastatin, pravastatin, and fluvastatin 

# 

(2) Cholesterol and its metabolites such as the various oxysterols, 

(3) Insulin and insulin inimetics, 

(4) Glucocorticoid hormones, including, but not limited to, . 
including conditions involving skin (e.g., urticaria and eczema) and 
lungs 

(asthma), immulogic disorders (e.g., graft versus-host disease), 
parasitic infections , 

bacterial infections, and viral infections. 

Because PPARy is highly expressed in cells involved in host defense, a 
modulator 

of PPARy expression can be used to enhance. 
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